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SUMMARY PAGE 
THE PROBLEM 
Spontaneous ear infections in albino rats are not rare. The importance of histo- 
pathological investigation of rats' ears has been strongly emphasized, especially for 
vestibular experiments. An attempt was made to estimate the percentage of the 
spontaneous ear infection existing in sixteen random bred albino rats from three 
different supply sources . 
FINDINGS 
An average of 25 per cent of  spontaneous middle ear infection w a s  detected, and 
the common sites of the infection were found to be either in the oval window area or 
the round window niche . 
The essential elements for chronic rat experimentation are pointed out for obtain- 
ing valid results and eliminating erroneous conclusions. 
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INTRODUCTION 
Spontaneoq ear infection in experimental albino rats has been previously 
documented by several investigators (5, 7-9). In a study by Pitts (lo), thirty-two 
albino rats were exposed to zero-G environment by the means of parabolic flight and 
four of the rats spun continuously. After the flight, the em of the four spinning rats 
and tw nonspinning ones were grossly examined. Spontaneous buf la and middle ear 
infections were found in the ems of h s e  rats which spun dwing the flight. Because of 
Pim' findings, the importance of the histopathological investigation of rais' ears has 
been strongly emphasized, especially for vestibular and audibry experiments. 
In this experiment, therehe, an attempt was made to estimate the percentage of 
the spontaneous ear infection existing in random bred albino rats from different supply 
sources. The investigation was afso extended to find the initial site or locus minoris 
resistentiae of the spontaneous middle ear infecticn in these animals. 
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PROCEDLRE 
Sixteen albino rats were used in the present sfudy. Group I consisted of five re- 
cently purchased, three-month-oid rats. Group ii wus composed of ioW rats purchased 
several months prior to this experiment and were appximately twelve months of age. 
Group 111 contained seven mature adult rats of unknown age. A l l  of the tats were  
purchased %m three separate Gomercial sources and w e  thrrs grouped not only 
according to age but also to origin . 
Twisting (the tendency to ium or spin in one direction) was checked in al l  rcrts by 
suspending them by the tail, immediately prior to their being sacrificed under deep 
barbiturate anesthesia . 
The temporal bones were fixed in 10% formalin by immersion, decalcified in 5% 
trichloroacetic acid, neutralized, dehydrated, and embedded in celloidin. The speci- 
mens were sectioned in the horizontal plane. One out of each ten sections was stained 
in Hematoxylin-Eotin and examined by routine mictoscopy (4). 
RESULTS 
The common clinical test for twisting revealed no spinning in a l l  six rats subsequent- 
ly found to have middle ear infections (eight ears). Two rats had bilaieral infections 
(one side severe, the other side slight in one rat; slight bilateral involvement in the 
other rat). Four rais had slight unilateral infections. 
Amorg the total of iilirty-two ears investigated, eight ears (25%) were found to be 
infected to some extent: 1 ear, severe; 5 ears, slight; and 2 ears, very slight. The 
other twenty-four ears (75%) were found to be infection free. 
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Among ten em which belonged to Group I ,  four ears (40%) were infected; thee 
ears were slightly infected (Figwes 1 and 2), and one ear was very slightly infected. 
The foci of the infection were around the ossicles and/or in the round window niche. 
The inner ear was morphologically intact  except for s o m e  erythrocytes in scala tympani 
of the basal turn, which came through the cochlear aqueduct at the time of euthanasia. 
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Eight ears of Group I 1  were void of debris o r  precipitate, and no infection was 
observed histopathologically in either the middle or inner ears. 
Among fourteen ears of Group I II, four ears (29%) were found to be infected: one 
ear was severely infected, two ears were slightly infected, and one ear  was only very 
slightly infected. The thickening of the tympanic mucosa, adhered mucosal folds, 
inflammatory cell infiltration, and purulent exudate retention were noticed in the 
severely infected ear. The inner ear was well protected both by the annular ligament 
(Figure 3) of the oval window and the round window membrane (Figure 4). The inner ear 
was almost  intact morphologically except for slight precipitate in scala vestibuli and 
tympani. The external ear w a s  free of debris, and no definite perforation of the tympanic 
membrane was observed. 
Histologically, pneumatization of the tympanic cavity is markedly well developed 
toward the anterior and the inferior aspect of the cavity. O n  the other hand, the 
posterior section is occupied by large flocculus cerebelli and is devoid of well-develop- 
ed pneumatized structure. The anterior malleolar process is slender and long . An 
exceptionally large stapedial artery, which crosses between twlo stapedia I crura, is an 
important anatomical distinction as i t  makes any surgical manipulation around this area 
virtually impossible Figure 5). The possible migration of the vestibular nuclei cells 
(Caial's interstitial nuclei) into the vestibular glial zone (1) is observed (Figure 6). 
The semicircular canals are  almost embedded in a thick and compact bony otic capsule. 
The size of the semicircular canal crista is relatively small in comparison with that of 
other common laboratory animal species (Figure 7). Above all, the most important 
anatomical feature of this animal is the opened Eustachian tube. The orifices, both to 
the nasopharynx and to the tympanic cavity, m e  widely opened with no definite isthmus 
(Figure 8). 
DISCUSSION 
Twisting, when the rat  is suspended by the tail,  was absent in all six rats with 
middle ear infections of different degrees and combinations. In Nelson's study 0, the 
tympanic and petrous bone lesions were noted only with rats which showed twisting; 
whereas,in the present study, no distinct bony lesion was observed microscopically in 
such rats. The inner ear end organs might not be involved at all, or at least not to a 
degree which causes disequilibrium. Probably this testing is neither constant nor sensi- 
tive and is 
ately after 
inadequate for the gradual involvement of the inner ear end organs. Immedi- 
acute unilateral inner ear ablation (histologically confirmed later) by the 
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topical injection of streptomycin sulfate, this testing showed positive confirmation (3). 
Inconsistency of resulis increased, however, when the test was repeated following the 
acute ablation. Therefore, this testing may be useful only for detecting the acute and 
severe unilateral inner ear desfruction . 
Of the infected earn (25% of all ears examined), the initial site of the middle e ~ c  
infection in mts seemed likely to be either in the oval or the r o d  window niche which 
is  actwlly the deepest cmd m - t  area of the middle ear amity, In Group 1 rat ears, 
the foci of the acute inflammation were seen only around these two niches and the 
surrounding siupes area. 
The paimcy of the Elntachian tube is  very importrmt to the understanding of the 
relationship between nasophcryngeal infection and middle ear infection in the rat, The 
tube acts as a pathway which allows micro-organisms to go from the nasopharynx to the 
middle em, even though the wide-opened bbe i s  most effective for the drainage of 
secretion from the middle ear cavity (5). 
Middle em infection, when found in these young animals, was either slight or very 
slight with no exception. The high percentage of the very mild initial infection (40%) 
In Group I rats, accompanied by the finding of no infection In Group I !  rats, s u g g a  
the possibility of sponkmeovs cure of the initial infection. The incidence of the ear 
infection, according to Nelson and Gowen (s), increases with age. This, howevet, 
could not &e siudied in the present investigation, even though the animals represented 
different. age groups, since the rais were purc'med from different supply sources. 
T k e  was no mwpkgiogical evidence of inner ear end eigcsn involvement in eight 
infected ears; however, other type of inner ear involvement, such as biochemical 
alteration, could not be completely ruled out. The pathological findings demonstrate 
that both the round window membrane and he annular ligament are acting as a protection 
against the middle ecr infection. 
The rupture of the tympanic membrane was not &enred in the infected ears of the 
present teries, No clinico-otological investigation, even including x-ray examination 
(6), i s  usefbl for detecting middle and inner ear disease in the viial stabs. Thus, it i s  
almys necessary io use a considerable number of animals in each experimeniul group to 
achieve valid results and to eliminate errone~us conclusions. 
Therefore, the essential elements for chronic rat experimentation are: 1)obtain rais 
from a good reliable supplier, 2) follow a strictly adhered -ram of animal care, 3) 
immediately isolate infected animals, 4) use carefully designed,significantly functional 
tests, 5) have a sufficient number of animals in each experimental group to allow for the 
possible existence of infected animals, and 6) confirm results histologically. 
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Figure 1 
Microphotograph showing a slight middle em infection in an albino rat. Note the 
pathofogy is limited mound the ossicles and the inner ear i s  intact. Horizontal section. 
Hernatoxyiin-eosin staining. 38 X. 
X - External auditory meatus 
F - Stapes footplate 
B - Basal turn of cochlea 
S - Saccule 
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Figure 2 
Microphotograph showing an infected focus in the round window niche (arrClw). The 
inner ear is  intact. Horizontal section. Hematoxylin-eosin staining. 45 X. 
R - Round windowmembrane 
Q - Cochlear aqueduct 
\ 
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Figure 3 
Microphotograph showing a severely infected middle ear cavity. The inner ear i s  well 
protected by footplate (F). Horizontal section. Hematoxylin-eosin staining. 27 X. 
X - External auditory meatus 
S - Saccule 
Z - Vestibular nerve 
C - Cochlea 
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Figure 4 
Mic 
The 
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staii 
:rephotograph demonstrating another view of very severe middle ear infection. 
inner ear is  protected by round window membrane (large arrow), Small arrow 
cates cochlear aqueduct. Note some precipitate in scala vestibuli and tympani. 
external auditory meatus (X) is clean. Horizontal section. Hematoxylin-eosin 
ning. 27 X . 
8 
T 
Figure 5 
Microphotograph showing infection-free ear apparatus. Notice the large stapedial 
artery (small arrow) and flocculus cerebelli (large arrow). Horizontal section. 
X -  
T -  
M -  
K -  
F -  
C -  
S -  
Hematoxylin-eolsin staining. 19 X. 
External auditory meatus 
Tympanic cavity 
Malleus 
Incus 
Footplate of stapes 
Cochlea 
Saccule 
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Figure 6 
High magnification view of the internal auditory meatus. An arrow indicates the migrated 
nuclei cells in the vestibular nerve. Horizontal section. Hematoxylin-eosinstaining. 9OX 
S - Saccule 
B - 
N - Cochlear nerve 
G - 
Organ of Corti in the basal turn 
Vestibular ganglion (Scarpa's ganglion) 
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Figure 7 
Microphotograph showing infection-free middle and inner ear. Horizontal section. 
Hematoxylin-eosin staining. 55 X. 
T - Tympanic membrane 
M - Malleus 
I - Incus 
F - Facial nerve 
H - Horizontal semicircular canal crista 
U - Macula utriculi 
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Figure 8 
Microphotograph demonstrating the wide opened Eustachian tubes in an infection-free 
ear. The arrom indicate tympanic orifice of the tube. Horizontal section. 
Hematoxylin-eosin staining. 16 X. 
N -  Nasopharynx 
M - Middle ear cavity 
C - Cochlea 
V - Vestibule 
S - Stapes 
12 
DOCUMENT CONTROL DATA - RLD 
(-security claamifiurion of title, body ofabatnct md indexLnp mnotatim be a n t e d  0h.n Ut8 omdl  m p n  ia ckaaified) 
1. OSlGlNATlN G ACTIVI-CY fC0-h uhd 17.0. R E P O R T  SECURITY C L A S I I F I C A T I O N  
I US. Naval Aerospace Medical Institute 
6. REPORT D A T E  7. T O T A L  NO. OF PAGES 
20 M a y  1966 12 
UNCLASSIFIED 
2 b .  EROUP LI ,A 
76. NO. O F  R E F S  
10 
Florida I I \in 
3. REPORT TITLE 
ea. C O N T R A C T  OR GRANT NO. 
NASA R-93 
h P R O J E C T  NO. 
MR005.13-6001.1 
5. 
d.  
I HISTOLOGICAL STUDY OF SPONTANEOUS EAR INFECTIONS IN ALBINO RATS 
Sa ORIEINATOR*S R E P O R T  uuumERiSJ 
NAM! - 967 
Sb. O T U E R  R POni m&-sj (&A, ;u76;Ir&i+ +.ai=W'hs*eflnd 
mi= npod 
130 
4. DESCRIPTIVE NOTES (Tlpe of report md hcbaivm &rea) 
N /A 
5 .  AUTHOR(S) (La81 nme. f i n r  name. mirid)  
lgarashi, Makoto; New, Albert E. ,CAPTAIN,USAF VC 
J 
I 
13 ABSTRACT 
The ears of sixteen albino rats originating from three different suppliers were histologicall> 
examined. The specimens were prepared following the standcrd temporal bone preparation 
procedure. Spontaneous middle ear infedian was found in  25% of the ears. 
When albino rats are used for otological experiments, it is necesxry to have a large 
number of experimental animals as there is no precise method for detection of spon.iuneous 
ear infection of the rat in he vital status. Post-mortem histological investigation i s  the only 
reliable procedure available by which otological infections can be detected. 
Security Classification 
K E Y  WORDS 
b. 
rl 
Security Classification 
2 
Spontaneous ear infection 
Albino rat 
Histology 
Vestibular and auditory apparatus 
I. ORIGINATING ACTIVITY Enter the name and address  
of the contractor, subcontractor, grantee, Department of De- 
f ense  activity or other organization (corporate author) issuing 
the report. 
Pa. REPORT SECUIZITY CLASSIFICATION Enter the ovep  
all security classification of the report. Indicate whether 
“Restricted Data” is included Marking is to b e  i n  accord- 
ance with appropriate security regulations. 
26. ,GROUP: Automatic downgrading is specified i n  DoD Di- 
rective 5200.10 and Armed Forces  Industrial Manual. Enter 
the group number. Also, when applicable, show that optional 
markings have been used for Group 3 and Group 4 a s  author- 
ized. 
3. REPORT T I T L E  Enter the complete report title in  all 
capital letters. T i t l e s  in a l l  c a s e s  should be  unclassified. 
If a meaningful title cannot be  selected without classifica- 
tion, show t i t le  classification in  all capi ta ls  i n  parenthesis  
immediately following the title. 
4. DESCRIPTIVE NOTES If appropriate, enter the type of 
report, e.&, interim, progress, summary, annual, or final. 
Give the inclusive da t e s  when a specif ic  reporting period is 
covered. 
5. AUTHOR(S): Enter the name(s) of author(s) a s  shown o n  
or i n  the report. Enter l a s t  name, first name, middle initial. 
If military, show rank and. branch of service.’ T h e  name of 
t he  principal author is an ahsolute  minimum requirement 
6. Enter the da t e  of the report a s  day, 
month, year, or rr?nzth, year. If more the= one date  appears 
on the report, use  da t e  of publ icat ion 
7a. TOTAL NUMBER O F  PAGES: T h e  total page count 
should follow normal pagination procedures, Le., enter the 
number of pages  containing information 
76. NUMBER OF REFERENCES Enter the total number of 
references ci ted in the  report. 
8a. CONTRACT OR GRANT NUMBER: If appropriate. enter 
the appiicable number of t he  contract or grant under which 
the  report w a s  written 
8b, 8c, Lk 8d. PROJECT NUMBER Enter the appropriate 
military department identification, such a s  project number, 
subproject number, system numbers, task number, etc. 
9e. ORIGINATOR’S REPORT NUMBER(S): Enter the offi- 
cial report number by which the document will b e  identified 
and controlled by the originating activity. This number must 
b e  unique to  this  report 
Qb. OTHER REPORT NUMBER(S): If t h e  report has  been 
assigned any other report numbers (either by the originator 
or b y  the sponsor), a l so  enter t h i s  numbeds). 
10. AVAILABILITY/LIMTATN NOTICES Enter any lim 
itations on further dissemination of the report, other than those 
REPORT DATE: 
LII -
ROLE 
INSTRUCTIONS 
A LII 
W T  ROLE 
imposed by security classification, using standard statements 
such as: 
(1) “Qualified requesters  may obtain copies  of t h i s  
report from D D C ”  
(2) “Foreign announcement and dissemination of this  
report by DDC is not authorized ’’ 
(3) “U. S. Government agencies  may obtain copies  of 
t h i s  report directly from DDC. Other qualified DDC 
use r s  shal l  request through 
#, 
(4) “U. S. military agencies  may obtain copies  of t h i s  
report directly from DDC Other qualified use r s  
shall request through 
,, 
(5) ”All distribution of t h i s  report is controlled Qual- 
ified DDC users shall request through 
, I  
If the report h a s  been furnished to the Office of Technical 
Services, Department of Commerce, for s a l e  to the public, indi- 
c a t e  this fact  and enter t he  price, i f  known. 
1L SUPPLEMENTARY NOTES Use  for additional explana- 
tory notes. 
12 SPONSORING MILITARY ACTIVITY Enter the name of 
t he  departmental project office or laboratory sponsoring (pay- 
ing for) t h e  research and developmm.?. Include address. 
13. ABSTRACT: Enter  an abstract  giving a brief and factual 
summary of the document indicative of t he  report, even though 
i t  may a l so  appear elsewhere in the body of the technical re- 
port. If additional s p a c e  is required, a continuation shee t  shall 
be attached. 
It is highly desirable  that  the abstract of c lass i f ied reports 
be unclassified. Each paragraph of the abstract shal l  end with 
a n  indication of the military secority c!assifita?io.? s f  :he iz- 
formation in  the paragraph, represented a s  ITS). (S). ( C ) ,  or (V) 
There is no limitation on the length of the abstract. How- 
ever, the suggested length is from 150 to 225 words. 
14. KEY WORDS: Key words are  technically meaningful terms 
or short phrases  that characterize a report and may be used a s  
index entries for cataloging the report. Key words must be 
selected so that no security classification is required. Identi- 
fiers, such a s  equipment model designation, trade name, militar 
project code name, geographic location, may be used a s  key 
words but will b e  followed by an indication of technical con- 
text. The assignment of links, d e s ,  and weights is optional. 
Unc 1 assi fied ~ 
Security Classification 
